Hypoxia attenuates the proinflammatory response in colon cancer cells by regulating IκB

SUPPLEMENTARY MATERIAL
5'-caacttcctcctgtccctca-3' 5'-ggctggacttcatgtggatt-3' prolyl-4-hydroxylase domain protein 3 S12
5'-gaagctgccaaagccttaga-3' 5'-aactgcaaccaaccaccttc-3' ribosomal protein S12 TNF- 5'-gtcgtagcaaaccaccaagtgg-3' 5'-gagatagcaaatcggctgacgg-3' tumor necrosis factor  Figure S1 : Spheroid cultures of MC-38 colon carcinoma cells. MC-38 cell were either cultured as sub-confluent two-dimensional monolayers in tissue culture plates ("2D") or as three-dimensional spheroids in hanging drops ("3D") for 48 hours before the experiment was started. A. Both 2D and 3D cultures were stimulated with 1 g/ml LPS for 1 hour and the TNF- mRNA levels were determined by RT-qPCR. B. Cells were exposed to hypoxia (3% or 0.2% O 2 ) for 8 hours and/or 1 g/ml LPS for the last 2 hours before harvesting. HIF-1 protein was detected by immunoblotting of 50 g of total protein extracts. -Actin served as loading control. were determined by RT-qPCR in mouse primary peritoneal macrophages following stimulation with 100 ng/ml LPS for 8 hours.
